Introduction

90
Cytosolic XBP1u mRNA is recruited into the proximity of IRE1α on the ER 
95
During this temporary pause in translation, HR2 is exposed outside the 96 ribosome exit tunnel and can recruit the signal recognition particle (SRP). As Interaction of the XBP1u nascent chain with the ribosomal exit tunnel leads to translational pausing, resulting in SRP recruitment to the RNC, followed by targeting to Sec61 on the ER membrane. IRE1α localized near Sec61 during ER stress can splice XBP1u mRNA to XBP1s mRNA, which acts as transcription factor in alleviating ER stress. translocated state (~18%, A/P-and P/E-site tRNA, Figure 2C ). In both states 140 we observed strong density for the XBP1u chain, which was connected to 
148
We could model 24 amino acid residues of XBP1u, covering the entire AP. In 
170
The turn is located in close proximity to the PTC, above the constriction at 
390
We repeated the screen using a stronger version of the pausing motif with the 391 mutation of P254→V from our initial screen (f FL = 0.46). In this second screen, We conclude that, although the turn region in the XBP1u AP is nearly optimal 403 for translational pausing, the AP has not evolved to maximize translational 404 arrest potency and considerable stronger versions can be obtained. 407 Bacterial APs have been used as force sensors to measure forces on a 408 nascent polypeptide chain generated by cotranslational processes such as APs in such contexts, we re-measured the force profile in Figure 6B 
Arrest-enhanced variants of the XBP1u AP can be used as force sensors
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724
In vitro reconstitution of purified XBP1u-RNC with SRP and Sec61
725
SRP was purified from a high salt extract of canine rough microsomes by gel 726 filtration (Sephadex G-150), followed by ion-exchange chromatography
727
(DEAE-Sepharose) as described before (B.Martoglio, S.Hauser, 1998). SRP refinements were performed using Relion-2.1 (Kimanius et al Figure S1 . Cryo-EM data processing of the XBP1u nascent chain stalled ribosomes.
In silico sorting procedure of the data is shown in the schema. Intermediate densities are shown with 60S in blue, 40S in yellow and tRNAs in green. For details check experimental methods section for data processing. Summary of parameters used during cryo-EM data collection and processing.
847
Refinement and validation statistics are provided for the post state models.
